Assay validation Selectivity
The selectivity of HPLC-UV and LC-MS methods was evaluated by analyzing blank plasma or urine samples from six lots of rats. Each blank sample was tested for interference compared with those obtained with an aqueous solution of SA using the proposed extraction procedure and chromatography/mass spectroscopic conditions.
Linearity
The calibration curves prepared for all biosamples were extracted and assayed from 6-7 different concentrations. Linearity was evaluated by linear regression analysis based on peak area ratio versus concentration with a weighting factor of 1/c.
Extraction recovery
Recoveries of SA were determined by comparison of peak areas obtained after injection of extracted QC samples and that of corresponding standard solutions.
Carry over
Carry over effects were determined by assaying the remaining peak areas of analyte in blank biosamples injected after a standard biosample with the highest concentration in the calibration curve. The carry over in all kinds of biosamples was lower than 0.06%.
Matrix effect
The matrix effect on the ionization of the analytes was evaluated by comparing the peak areas of the analytes resolved in the blank sample (the final solution of blank plasma after extraction and reconstitution) with that resolved in the mobile phase.
Low levels of salidroside (8 ng/mL for urine, feces and bile; 20 ng/mL for tissues analyzed by LC-MS/MS) were evaluated by anlyzing five samples from different rats for each biosample. The matrix effects in determined biosamples were ranging from 82.5%~ 109.2% with RSD all under 12.9%.
Precision and accuracy
Intra-and interday precision and accuracy were based on analysis of six replicates of low, medium, and high QC samples on three different days. Values were calculated by one-way analysis of variance (ANOVA).
Stability
Short-term stability: QC plasma samples at three concentration levels were kept at room temperature for exceeding the routine preparation time of samples (4 h).
Long-term stability: QC plasma samples at three concentration levels kept at low temperature (-30 °C) were studied for a period of 3 weeks.
Post preparative stability: Low, medium, and high QC samples were placed in an autosampler for 24 h after plasma sample preparation and then quantified (n = 3).
Freeze-thaw stability: Low, medium, and high QC samples were analyzed after undergoing three plasma freeze (-30 °C)-thaw (room temperature) cycles (n = 3). 
